Background
Parkinson's disease (PD) is named after James Parkinson, an English doctor who, in 1817, first reported the disease and gave a description in An Essay on the Shaking Palsy [1, 2] . In recent years, there are 8-18 new cases of PD/year/100 000 persons worldwide [3] . Numerous environmental factors, including head injury, living in the country/farming, and pesticide exposure, are positively correlated with an increased risk of PD [4, 5] .
In the central nervous system, PD is a type of chronic neurodegenerative disorder which affects the motor system [6] , termed "parkinsonism" or "parkinsonian syndrome" [7, 8] . PD can be classified into 4 kinds of motor symptoms -tremor, slowness of movement, rigidity, and postural instability [9] -which are the consequences of dopaminergic cell death in the substantia nigra [10] , but the cause of this cell death is poorly understood [8] .
To date, there is no therapeutic approach to cure PD (6) . In the early 1980s, 1-methyl-4-phenyl-1,2,3,6-tetrahydropyridine (MPTP) was discovered to have the ability to cause parkinsonian syndrome in non-human primates and in humans [11] . Thereafter, MPTP and its metabolite, MPP+, were widely used for PD research in animal models [12] . Moreover, the administration of MPTP was verified to evoke a sustained inflammation in the SN of monkeys [13, 14] . In addition, low-reactive astrocytosis was found in the SN, and was demonstrated to be responsible for the inflammation process in PD [15] .
Paeonol, a phenolic compound from peonies (Paeonia suffruticosa) [16, 17] , is used in some Traditional Chinese Medicine remedies [18] . Multiple biological effects of paeonol have been reported in animal models, such as improved rat behavior in a model of Alzheimer's disease [19] , reduced microglia activation in ischemia-reperfusion-injured rats [20] , and anti-inflammation [21] . However, whether paeonol palys a role in the astrocyte cell model of PD was unknown. The present study investigated the effects of paeonol in PD and explored a possible therapeutic approach for the treatment of PD.
Material and Methods

Cell culture
Briefly, astrocytes were extracted from neonatal mice. Cerebral cortices were isolated in medium containing DNase (20 μg/mL) and bovine serum albumin (BSA, 0.3%). At 37°C, tissues were digested in a solution of 0.25% trypsin/EDTA for half an hour. Thereafter, cells were filtered with a 70-μm nylon filter, centrifugated, and resuspended in Dulbecco's modified Eagle's medium/F12 (DMEM/F12) supplemented with 10% fetal bovine serum (FBS) and 1% penicillin/streptomycin, transferred to flasks, and incubated in an incubator at 37°C with 5% CO 2 . Flasks were shaken lightly to remove microglia cells and oligodendrocytes if the cultured astrocytes reached 80% confluence. Afterwards, the obtained pure astrocytes were washed with phosphate-buffered saline (PBS) 3 times for 10 min per time, and digested with 0.25% trypsin/EDTA. After taking away the medium, astrocytes were placed in new flasks and cultured in DMEM/F12 including 15% FBS, L-glutamine, and 500 ng/mL insulin. Astrocytes were harvested after they reached 80% confluence for performing subsequent experiments.
We used 100 μM MPP+ (Sigma, St. Louis, MO) to induce the cell model of PD. Astrocytes were first treated with different concentrations of paeonol (0.75, 1, and 1.5 µmol/L) (Tianzhen Pharmaceutical Company of Ningbo, Zhejiang, China), and 2 h later, the cells were treated with MPP+ and further cultured at an incubator for another 24 h for use in subsequent experiments.
ELISA assay
Protein levels of COX2 and iNOS in culture medium were tested by ELISA assay after exposure of astrocytes to 100 μM MPP+ for 24 h. We first sensitized 96-well plates by synthetic peptide, then placed them in an oven at 4°C overnight until dry, blocked them with 2% BSA for 2 h, and treated them with samples for 1 h at 37°C after antigen sensitization. Biotinylatedlabeled human-IgG antibodies (Sigma, St. Louis, MO) were added to plates and incubated for 1 h, followed by the addition of streptavidin-peroxidase and incubation for 30 min at 37°C. After washing 3 times, substrate 3, 39, 5, 59-tetramethylbenzidine (TMB) was added to each well. Reactions were stopped by H 2 SO 4 (2N). Optical density was read at 450 nm by use of an ELISA reader (BioRad, Hercules, CA).
Western blot
To test protein levels of p-ERK/p-JNK/p-P38 MAPK, Bax/Bcl-2, caspase-1, COX2, and iNOS in different groups, astrocyte lysates were homogenized by RIPA lysis buffer. Proteins were separated by sodium dodecyl sulfate polyacrylamide gel electrophoresis (SDS-PAGE) and transferred onto polyvinylidene fluoride (PVDF, Millipore, Bedford, MA) membranes. The PVDF membranes were first blocked with 5% bull serum albumin (BSA) for 1 h at room temperature, then incubated with the primary antibody [dilution for GAPDH was 1: 8000, Sigma, St. Louis, MO; dilutions for Bax/Bcl-2, caspase-1, COX2, iNOS, JNK, ERK 1/2 and p-p38 (Tyr182) were 1: 1000, Cell Signalling Technology, Beverly, MA] at 4°C overnight. On the next day, the PVDF membranes were washed 3 times for 10 min each time with Tris-buffered saline Tween (TBST), then incubated with horseradish peroxidase (HRP)-conjugated secondary . ## p<0.01 indicates there was a significant difference between the control group and PD group, * p<0.05 or ** p<0.01 indicates there was a significant difference between the PD group and PD+Paeonol groups.
antibody for 1 h at room temperature. After washing 3 times with TBST, bands were developed with an ECL luminescence reagent. Glyceraldehyde-phosphate dehydrogenase (GAPDH) was the loading control. Paeonol inhibits MPP+-induced increase of COX2 and iNOS protein level in culture medium. There were higher COX2 (A) and iNOS (B) levels in the MPP+ group compared with the control group, which was lowered by paeonol (0.75, 1, 1.5 µmol/L). ## p<0.01 indicates there was a significant difference between the control group and PD group, ** p<0.01 indicates there was a significant difference between the PD group and PD+Paeonol groups.
Cell viability
(1×104/ml) cells were seeded into 96-well plates and cultured for 24, 48, or 72 h. After the addition of 20 μl (5 mg/ml) MTT into each well, cells were cultured for another 4 h at 37°C in an incubator. The culture medium was aspirated and the wells were washed with PBS and dried. Finally, 150 μl DMSO was added into each well. The dye was dissolved thoroughly by shaking. Absorbance at 570 nm was read by a BioRad iMark plate reader.
Cell apoptosis
We used an FITC apoptosis detection kit (Oncogene Research Products, San Diego, CA) to examine cell apoptosis, according to the manufacturer's protocol. Samples were first labeled with PI and V-FITC and then analyzed by flow cytometry (Becton Dickinson FACSVantage SE, San Jose, CA). The cells were divided into 4 group: early apoptotic cells were annexin V-FITCpositive and PI negative and late apoptotic cells were positive for both annexin V-FITC and PI. Cells that stained with neither annexin V-FITC nor PI were live cells.
Statistical analysis
Differences among groups were tested with one-way ANOVA followed by Bonferroni post hoc tests. P<0.05 was considered as a significant difference.
Results
Paeonol pretreatment reversed cell apoptosis induced by MPP+ in astrocytes
To study the effect of paeonol treatment on protection of astrocytes, we measured cell apoptosis in different groups using FACS. We found that, compared with the apoptotic rate (10.46%) in the control group, MPP+ obviously increased cell apoptosis of astrocytes (31.87%, p<0.01), which was dosedependently inhibited by paeonol (24.31% for 0.75 µmol/L, p<0.05; 19.22% for 1 µmol/L, p<0.01; 14.98% for 1.5 µmol/L, p<0.01) ( Figure 1A, 1B) .
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Indexed ## p<0.01 indicates there was a significant difference between the control group and PD group, * p<0.05 or ** p<0.01 indicates there was a significant difference between the PD group and PD+Paeonol groups.
Paeonol pretreatment reversed cell viability inhibition in astrocytes treated with MPP+
Cell viability in different groups was evaluated by MTT assay. We discovered that compared with the control group, cell viability of astrocytes was greatly decreased by MPP+, which was obviously rescued by paeonol (0.75, 1, 1.5 µmol/L) dosedependently ( Figure 2 ).
Paeonol pretreatment reversed MPP+-induced COX2 and iNOS in culture medium
COX2 and iNOS levels in the supernatant medium of cultured astrocytes were assessed by ELISA. Results demonstrated that there was higher COX2 level (near 3-fold, p<0.01) in the MPP+ group compared with the control group, which were lowered by paeonol (nearly 3-fold for 0.75 µmol/L, p>0.05; nearly 2-fold for 1 µmol/L, p<0.01; and nearly the control level for 1.5 µmol/L, p<0.01), in a dose-dependent manner ( Figure 3A) .
Regarding the iNOS level, there was also significantly higher iNOS level (near 4-fold, p<0.01) in the MPP+ group compared with the control group, which were lowered by paeonol (nearly 4-fold for 0.75 µmol/L, p>0.05; nearly 3-fold for 1 µmol/L, p<0.01; and nearly 2-fold for 1.5 µmol/L, p<0.01), in a dosedependent manner ( Figure 3B ).
Paeonol pretreatment repressed caspase-1, COX2, and iNOS protein level induced by MPP+ administration in astrocytes
Protein levels of casapse-1, COX2 and iNOS were examined by Western blot. Results showed that, compared with the control group, there were higher protein levels of caspase-1, COX2, and iNOS in astrocytes treated with MPP+, which were repressed by paeonol (0.75, 1, 1.5 µmol/L) ( Figure 4A ). the control group, which were lowered by paeonol (nearly 2.5-fold for 0.75 µmol/L, p>0.05; nearly 2-fold for 1 µmol/L, p<0.05; and nearly normal level for 1.5 µmol/L, p<0.01), in a dose-dependent manner ( Figure 4B ). Changes in profiles of COX2 and iNOS were similar to those of casapse-1 ( Figure 4C, 4D) .
Paeonol pretreatment reversed Bax and Bcl-2 protein level altered by MPP+ administration in astrocytes
Western blot analysis was used to assess protein levels of Bax and Bcl-2 in astrocytes. Compared with the control group, Bax protein level was increased (by about 4-fold, p<0.01), while Bcl-2 protein level was decreased (by about 33%, p<0.01) after treatment with MPP+, and these changes were reversed by paeonol (0.75 µmol/L, p>0.05; 1 µmol/L, p<0.05; 1.5 µmol/L, p<0.01) (Figure 5A-5C ).
Paeonol pretreatment repressed expression level of p-JNK/ p-ERK induced by MPP+ administration in astrocytes
Protein levels of p-JNK/p-ERK/p-P38 in different groups were evaluated by Western blot. Results showed that in the MPP+ groups, all these protein levels were higher than those in the control group. Paeonol (0.75, 1, 1.5 µmol/L) inhibited increase of p-JNK (p<0.01) and p-ERK (p<0.01) but not p-P38 (p>0.05), in a dose-dependent manner ( Figure 6A-6D ).
Discussion
We found that astrocytes that were pretreated with paeonol significantly rescued MPP+-induced cell viability reduction, and inhibited up-regulation of cell apoptosis, caspase-1 activity, COX2, iNOS, and Bax/Bcl-2 ratio, as well as p-JNK and D) . ## p<0.01 indicates there was a significant difference between the control group and PD group, * p<0.05 or ** p<0.01 indicates there was a significant difference between the PD group and PD+Paeonol groups.
p-ERK. These findings suggest that paeonol is a neuroprotective agent suitable for use in the therapy of PD.
PD results from dopaminergic cell death [10] , but the causes of the cell death are poorly understood [8] . Reactive astrocytosis in the SN demonstrated the correlation of astrocytes and inflammation in PD [15] .
Paeonol has been reported to improve rat behavior in a model of Alzheimer's disease [19] , reduce microglia activation in ischemia-reperfusion-injured rats [20] , and to have anti-inflammatory action [21] . However, whether and how paeonol could be an effective drug for PD was unknown. The present study investigated the effects of paeonol in PD and explored a possible mechanism for the treatment of PD.
We first tested the cell apoptosis in astrocytes treated with or without paeonol before MPP+ administration. FCM results showed that there was an obviously higher astrocyte cell apoptosis rate in MPP+ treatment group than in control group, which was significantly restrained by the pretreatment with paeonol (0.75, 1, 1.5 µmol/L), and the effects of paeonol were dose-dependent. We also tested the cell viability of astrocytes in different groups; MTT results showed that there was lower astrocyte cell viability in the MPP+ treatment group than in the control group, which was dose-dependently rescued by the pretreatment of paeonol (0.75, 1, 1.5 µmol/L). These 2 results verified that paeonol indeed had a protective role in the MPP+-induced astrocyte cell model of PD. However, the molecular mechanism underlying these observed cell behaviors is unclear.
Cyclooxygenase-2 (COX-2), which was first discovered by the Daniel Simmons laboratory in 1991 [22] normal conditions but over-expressed in the process of inflammation. Inducible nitric oxide synthases (iNOS) was coded by the gene located on chromosome 17 [23] . Normally, there was a basal iNOS expression, while IRF1 and NF-kB-dependent activation of its promoter supported an inflammation-mediated stimulation of iNOS transcript [24] . Therefore, in the present study, we detected COX2 and iNOS levels in the supernatant medium and astrocytes by ELISA and Western blot, respectively. Results showed that there were higher COX2 and iNOS levels in the MPP+ group than in the control group, both of which were lowered by paeonol (0.75, 1, 1.5 µmol/L). These 2 results suggest the anti-inflammation activity of paeonol in the MPP+-induced PD model.
As MPP+ induced astrocyte cell apoptosis, we were eager to know the effects of paeonol on the related proteins (e.g., Bax and Bcl-2). Bcl-2 regulates cell death (apoptosis) [25] and the BAX gene has a pro-apoptotic role [26] . We detected the expression level of Bcl-2 and Bax by Western blot and found that, compared with the control group, the Bax protein level was increased and the Bcl-2 protein level was decreased after treatment with MPP+, which were all inhibited by paeonol. These result reveal that paeonol plays a protective role in astrocytes via inhibiting cell apoptosis induced by MPP+.
We next continued to explore the up-stream molecules that might affect the aforementioned factors. MAPKAP kinase 2-deficiency was reported to prevent neuron death by inhibiting neuroinflammation in a mouse model of PD [27] , and JNK was recently reported to be correlated with PD with the regulation of miRNA-181a [28] . Consequently, we examined the protein levels of p-JNK/p-ERK/p-P38 in different groups. Results showed that in MPP+ groups, all protein levels were higher than in the control group, and paeonol pretreatment inhibited increase of p-JNK and p-ERK in a dose-dependent manner, but not p-P38.
Thus, taken together, our work suggests that paeonol targets p-JNK/p-ERK to regulate key proteins involved in inflammation and cell apoptosis, thereby protecting astrocytes from MPP+-induced PD.
Conclusions
The present study found that paeonol protects cells from apoptosis and inflammation by repressing the activation of the JNK/ ERK-related signalling pathway, which was induced by MPP+ in astrocytes. Our study shows that paeonol may be a neuroprotective agent for the treatment of PD patients, with great promise in the future. Paeonol may also be used for treatment of other inflammation-related diseases.
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